This protocol originated from Affinity Chromatography: Principles and Methods (GE Healthcare Life Sciences). Glycoproteins and polysaccharides react reversibly, via specific sugar residues, with a group of proteins known as lectins. As ligands for purification media, lectins are used to isolate and separate glycoproteins, glycolipids, polysaccharides, subcellular particles and cells, and to purify detergent solubilized cell membrane components. Substances bound to the lectin are resolved by using a gradient of ionic strength or of a competitive binding substance.
2. Wash with at least 10 column volumes of binding buffer to remove preservative.
3. Equilibrate the column with 10 column volumes of binding buffer.
4. Apply the sample, using a low flow from 15 cm/h, during sample application (flow rate is the most significant factor to obtain maximum binding).
Wash with 5-10 column volumes of binding buffer or until no material appears in the eluent
(monitored by UV absorption at A280 nm).
6. Elute with 5 column volumes of elution buffer.
• Recovery from Con A Sepharose 4B is decreased in the presence of detergents. If the glycoprotein of interest needs the presence of detergent and has affinity for either lentil lectin or wheat germ lectin, the media Lentil Lectin Sepharose 4B or Agarose Wheat Germ Lectin may provide a suitable alternative to improve recovery • For complex samples containing glycoproteins with different affinities for the lectin, a continuous gradient or step elution may improve resolution. Recovery can sometimes be improved by pausing the flow for some minutes during elution.
• Elute tightly bound substances by lowering the pH. Note that elution below pH 4.0 is not recommended and that below pH 5.0 Mn 2+ will begin to dissociate from the Con A and the column will need to be reloaded with Mn 2+ before reuse.
